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CLAIMS 

1 - A differential culture medium for^th^> enumeration of food and beverage 
contaminant yeasts of the Dekkera and Brettanomyces genera, characterized In 

5 that it compris e s a nutrient base. by containing ethanol as the only energy source, 
that in combination with p -cumaric acid, an acid-base indicator with turning points 
in the acid range, an inhib i tor antibiotic for s e ns i tiv e y e asts to inhibit the growth of 
some yeast species, and optionally a bacteria growth inhibitor and agar-agar,. 
allows the selective and differential growth of the said yeasts in food and 

10 beverages products . 

2 - A culture medium according to claim 1, characterized in that the present 
amount of ethanol is from 32 to 96 g/L, preferably 48 g/L. 



15 3 - A culture medium according to claim 1, characterized in that the present 
amount of p-cumaric acid is from 0.05 to 1 .0 g/L, preferably 0.1 g/L. 

4 - A culture medium according to claim 1, characterized in that the nutrient base 
is -has a composition of any "Yeast Nitrogen Base" type , in amounts a total amount 

20 ranging f rom 5 to 10 g/L, preferably 6.7 g/L. 

5 - A culture medium according to claim 1, characterized in that the inhibitor 
antibiotic for some of the yeast species is cycloheximide, present in an amount 
from 0.004 to 0.1 g/L, preferably 0.01 g/L. 

25 

6 - A culture medium according to claim 1, characterized in that the pH indicator 
with a turning point in the acid range is bromocresol green, present in an amount 
of 0.022 g/L. 

30 7 - A culture medium according to claim 6, characterized in that the medium pH is 
adjusted with a strong ac i d HCI. or any other acid of similar strength, to a value 
between 4.8 and 6.0, preferably 5.4. 
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8 - A culture medium according to claim 1, characterized in that it additionally 
contains a bacteria growth inhibitor, preferably chloramphenicol and/or 
oxytetracycline, in amounts an amount of 0.1 g/L, to detect and identify yeasts of 
the Dekkera and Brettanomyces genera in food and beverage products containing 

5 mixed populations of yeasts and bacteria. 

9 - A culture medium according to claim 1 , characterized in that it contains all the 
components except agar-agar, to detect and identify yeasts of the Dekkera and 
Brettanomyces genera in food and beverage products containing mixed 

10 populations of yeasts, bacteria and particularly filamentous fungi. 

10 - A differential culture medium for enumeration of food and beverage 
contaminant yeasts of the Dekkera and Brettanomyces genera, characterized in 
that it has the following composition: 5 to 10 g/L, preferably 6.7 g/L, of a_"Yeast 

15 Nitrogen Base" type medium ; 0.004 to 0.1 g/L, preferably 0.01 g/L, of 
cycloheximide; 0.05 to 1.0 g/L, preferably 0.1 g/L, of p-cumaric acid; 0.022 g/L of 
bromocresol green, or another acid-base indicator with similar turning points; 32 to 
96 g/L, preferably 48 g/L, of ethanol; 0.1 g/L of chloramphenicol and/or 0.1 g/L of 
oxytetracycline, and 20 g/L of agar-agar, the pH of the medium being adjusted 

20 between 4.8 and 6.0, preferably 5.4, with a strong ac i d HCI. or any other acid of 
similar strenqht . 

11- A differential culture medium for enumeration of food and beverage 
contaminant yeasts of the Dekkera and Brettanomyces genera according to claim 
25 1, characterized by the sterilization of all the components is done by filtration, 
except for the agar-agar which is sterilized in autoclave; the addition under aseptic 
conditions to this solution, after agar-agar cooling and before it solidifies, of all the 
other components of the medium, previously sterilized by filtration; and the 
dispensing of the medium into Petri dishes so that it solidifies. 

30 

12 - A proc e ss for tho detect i on and/or i d e nt i ficat i on of y e asts of th e D e kk e r a and 
Br e tt a nomyc e s g e n e ra, charact e r i z e d by th e us e of a d i ff e rentia l cu l tur e medium 
for e num e rat i on of food a nd b e v e r a g e contam i nant y ea sts of the Dekkera and 

10 



84809 



Brcttanomyc o c gonora, comprio i ng a nutr i ent bas o . o thanol ao the only onorgy 
60urco, p cumar i c ac i d, an acid base ind i cator with turn i ng points in tho acid 
range, an i nhibitor antibiotic for com e of tho yoaot cpecios, and opt i onal l y a 
bact e r i a growth inhib i tor and agar - agar. 

5 

*3 — A procooo for tho d o toction and/or ident i ficat i on of yoasts of th o Dokkora and 
BrettanomycoG gen o ra accord i ng to cla i m 12, ch a ract e r i z e d in that tho acid baso 
indicator is bromocr o so l groon, and aftor i noculation of sa i d m e dium with a samp le 
contain i ng yoasts of tho Dokkora and Brcttanomyces g o n o ra, and incubation for 5 
10 to 12 days in ad e quate cond i t i ons for th e growth of said yoasts, it is possible to 
detect th o pr o senco, and if needed tho o numorat i on of said y o asts g o n o ra, by 
means of a modium color chang e , from blu e to y o l l ow, and dovolopmont of croam 
colored colon i es and a phenol l ik o aroma, character i stic of tho yoasts of th o 
D e kkera and Br e ttanomycoG gonora. 

15 

1 A A proc e ss for th o dotoction and/or i dentification of y o asts of th o Dekk c ra a nd 
BrettanomycoG gen e ra according to cla i m 12 . charact e r i z e d in thit i t io opp ii nH tn 
the dotoction and onumorat i on of y o asts of tho Dokkora and Br o ttanomycoG 
genera in food and bovorago products samp l os. A process for the detection. 

20 identification, and/or enumeration of yeasts of the Dekkera and Brettanomvces 
genera, characterized bv t he use of a differential culture medium according to 
claims 10 and 11. whi ch after inoculation with a food or beverage sample 
containing vea sts of the said genera and incubation for 5 to 12 davs at 25±3°C. 
allows the dete ction, identification and/or enumeration of the said veasts bv means 

25 of a change in the medium color from blue to vellow. development of cream 
colored colonies, and the f ormation of a phenol-like aroma, being these three 
features charact eristic of veasts of the Dekkera and Brettanomvces genera. 

^j^- Use of a culture medium according to cla i m 1 c laims 10 and 12 . for 
30 inclusion in an identification gallery, together with other yeast identification tests. 
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A%AA - ^se of a culture medium according to claim 1 c laims 10 and 12 in an 
industry, particularly in the quality and process control in a food and beverage 
industry. 

5 17 Us e of a cu l tur e m e d i um a ccord i ng to cla i m 10, for inclus i on i fh-an 
iden t i ficat i on gal le ry, togeth e r with oth e r i d e nt i ficat i on 4estSr 

18 Use of a culture med i um accord i ng to claim 11, for i nclus i on in an 
Iden t i ficat i on gal l ery, togeth e r with oth e r y ea st i d e ntif i cation t e stS r 

10 

19 Use of a cu l tur e med i um according to c l aim 10 i n an industry, particu l arly in 
the- gua l ity and proc e ss contro l i n a food and bev e rage industr y 

20— Us e of a cu l tur e m e d i um accord i ng to c l a i m 11 i n an industry, particu l arly i n 
15 th e gu a l i ty and process contro l i n a food and b e v e rag e i ndustry. 
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